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Serial No. 
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Title: 



METHOD AND PHARMACEUTICAL COMPOSITION FOR 
PREVENTING AND/OR TREATING SYSTEMIC INFLAMMATORY 
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Commissioner for Patents 
P.O. Box 1460 
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TFRM OF DEPOSIT 

I, Marc G. Jacquemin, hereby declare: 

1. I am a named Inventor on the above-identified patent application. 

2. Cell line LMBP 5089CB. an original deposit made under the Budapest 
Treaty with the Belgian Coordinated Collections of Microorganisms (BCCM^). 
shall be maintained for a term of at least thirty (30) years or five (5) years after 
the most recent request for the furnishing of a sample of the deposit was 
received by the BCCM™ or for the enforceable life of the patent for which the 
deposit was made. 
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3. Any restrictions on the availability to the public of cell line 

LMBP 5089CB will be irrevocably removed upon the granting of a patent on this 
application, with the exception of those restrictions listed in 37 C.F.R. § 1.808(b). 

4. I h^ereby declare that all statements made herein of my own knowledge 
are true and that all statements made on information and belief are believed to 
be true; and fur^er that these statements were made with the knowledge that 
willful false statements and the like so made are punishable by fine or 
Imprisonment, or both, under Section 1001 of Title 18 of the United States Code 
and that such willful false statements may Jeopardize the validity of the 
application or any patents issued thereon. 



Date: l\>iyi/}^-i y -j^T 

Marc G. J'acquemin 
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DECLARATION UNDER 37 C.F.R. S 1.132 OF DR. JEAN-MARIE SAINT-REMY 

1. I am a named inventor on the above'referenced patent application. 

2. I am a Professor at the Universl^ of Leuven and an e^qpert in the fiald of 
vascular biology. A copy of my curriculum vltae Is attached. 



3. I have read and understand the Office Actions mail^ April 21. 2004 and 
December 16, 2004. 
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4. I present in yjyo data from an animal model conflrnhlng that an antibody, 
administered according to the method of the claimed Invention. Is effective against 
systemic Inflammatory response syndrome (SIRS) such as sepsis. 

5. The model that was used, i.e.. the induction of sepsis by a single bolus 
injection of lipopolysacoharide f LPS") in mice, is a well-established animal model for 
studying septic shock symptoms and testing potential therapeutic agents in septic 
shock. 

6. In this experiment we used both the KRlX-1 antibody and a deglycosyiated 
form thereof. The antibody Kf^lX-l is produced by the cell lliie named KRIX 1 . which, 
as detailed in the patent application, was deposited with the Belgian Coordinated 
Collections of Micro-organisms under accession number LMBP 5089CB. As described 
In the patent specification, the KRIX-1 antibody binds to an epitope in the C1 domain of 
FVIII and partially inactivates FVIII. To obtain the latter deglycosyiated antibody, we 
modified carbohydrate attachment sftes found in the complerhentarity determining 
regions of the KRIX-l antibody. This modified KRlX-1 antibody was named KRIX*1Q, 
and was found to retain the binding affinity to the antigen of ine KRIXO antibody. 

7. Preliminary experiments indicated that a single iritraperitoneal (IP) injection 
of 400 pg LPS in wildtype BALB/c mice resulted in a 60% mortality rate within 2 days. 
In a first experiment using the antibodree, four groups of BALB/c mice (n«6 in each 
group) were therefore treated by a single IP injection of antibody KRIX-1 or of its 
deglycosyiated fonn (KRIX-l Q) prior to administration of 400 Vg LPS. Mouse survival 
was followed over time. The results on the prevention and/or. treatment of sepsis in this 
experiment are Illustrated in Figure 1A. This Figure shows that ail mice sun/lved 
endotoxin-mediated shock upon treatment with 3 or 30 ug of t<RIX-1 or 3 UQ of KRIX- 
1Q. A significant improvement of survival rate was also observed at a dose of 
0.3 Mg KRIX-1. 
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8. In another experiment, wildtype C57Bl/e mice were injected with KRIX-1Q (30 
Mg. 3 pg. or 0.3 pg), a slnam lgG4 antibody (AKSAS), or buffer. Thirty minutea later a 
dingle IP injection of 400 pg LPS was administered. Sun/iva! of the mice was 
subsequently monitored. When mice were administered the ;KRIX-1Q antibody an anti- 
sepsis response was observed. In particular, it was observed that the KRIX-1Q 
antibody can be administered in high dosages without occurrence of shock as a result 
of pro-Inflammatory and anti-inflammatory compensatory responses as observed with 
complete inhibition of FVIII. The effectiveness against sepsis is illustrated In Figure IB. 
This Figure shows a statistically significant death prevention with 30 pg of KRIX-1Q 
compared to mice receiving either the sham lgG4 (AK6A3) (p<Q.03) antibody or no 
antibody (i.e.. buffer). 

9. The results Illustrated in Figure 1A and 16 clearly demonstrate that the KRIX- 
1 and KRIX-1Q antibodies are effective against sepsis in the mouse model. 

10. To further demonstrate that partially Inhibitory antibodies directed against the 
C1 domain of FVIII are readily obtained following the methods described in The 
specification of our patent application, we present the following data in connection with 
the antibody named RHD5. 

11. In general, a human lymphoblastoid cell line, namfd RHD5, was derived by 
immortalization of B lymphocytes from a patient with acquired hemophilia, as described 
in the specification. These B cells were then transformed by infection with Epstein-Barr 
virus as follows. Briefly, 10^ peripheral blood mononuclear cells were resuspended In 2 
mL culture medium and Incubated for 2 hours at 37'C with 200 pL Epstein-Barr virus 
supernatant (B96-8 strain). Cells were then seeded at 5,000 cells/well in 96-well 
microtlter plates (Nunc) containing feeder cells (3T6-TRAP cells irradiated with 7,000 
rads). One hundred fifty microliters of culture supernatant was replaced every week by 
fresh culture medium. 
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12. Aner 6 weeks, culture supernatdnte were tested in an enzyme-Hnked 
immunosorbent assay (ELISA) for the presence of anti-FVIII antibodies. Positive cell 
lines were transferred to 24-weII plates and immediately cloned at 60 cells per 96-well 
plate without feeder cells. One clone, producing an antibody called RHD5, was 
selected. The antibody present in the culture supernatant was purified by adsorption on 
MiTRAP protein A (Pharmacia), as described in the specification. 

13. The fact that RHD5 binds to the C1 domain of FVIII. similar to KRIX-1 was 
confimned by Immunoreactlvity to FVlll fragments corresponding to the C1 domain of 
FVIII. 

14. Inhibrtory activity or RH05 was assessed In a Bethesda assay. RH05 
inhibited only partially FVIII activity up to the highest concentration tested. In a 
Batheeda assay performed by mixing one volume of antibody at 200 microgranVmL or 
of control buffer with one volume of plasma, the residual FVIII levels were 7.0 ± 0.2 and 
251.9 ± 18.8 ng/mL, respectively (mean ± SD of tripiieatee). RH06 (at a final 
concemration of 100 ^g/mL) inhibHed FVIII by at least 97%. Similarly, in a Bethesda 
assay performed by mixing one volume of RHD5 antibody at 200 microgram/mL or of 
control buffer with one volume of full length recombinant FVIli (Recombinate*^, Baxter), 
the residual FVIII levels were 8.0 ± 0.2 and 399.7 ± 18.8 ng/niL. respectively (mean ± 
SD of triplicates). The inhibition of FVIII activity reached at a final concentration of 
RH06 of 100 microgram/mL was therefore 96%, A dose response curve of plasma 
FVIII inhibition by RHD5 is shown in Figure 2. 

15. The ability of KRIX-1 to compete with RHD5 for FVIII binding was also tested 
In ELISA. Polystyre microtitratlon plates were incubated overnight at 4*C with 50 |jL 
RHD9 at 2 microgram/mL in phosphate buffered saline (PBS): The plates were next 
washed 4 times with PBS-Tween. Biotinylated recombinant FVIII (0.5 mIcrogram/mL) in 
Tris-BSA-Tween was mixed with RHD5 or KRlX-1 at various concentrations before 
addition to RHD5 coated plates. After a two hour incubation period at 4'C, the plates 
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were washed A times and bound biotinyiated FVIII wad detec:ted by addition of avidine 
peroxiddse (Sigma) at 1 microgram/mL. After 30 minutes at room temperature (RT), the 
plates were washed again and supplemented with 100 OPO. The resulting OD was 
read at 490 nm In a Emax A/lIcropiate Reader (Molecular Devices, Menio Park, CA). 
Biotinyiated FVlli used in the above experiment was prepared by incubating 
recombinant FVIII (100 microgram/mL) dialysed in Hepes buffer (Hepes 10 mM. NaCI 
0,16 M. CaCfe 10 mM, pH 8.5) with sulfo-NHS-LObiotin (Pierce) at 1 microoram/mL for 
2 hours at RT- The preparation was then dialysed against Hepes buffer and stored and 
-80**C, 

16. AS shown in Figure 3, KRIX-1 completely prevented FVIII binding to RHD5. 
These data cxinfirm that RH05. lIKe KRIX-1. is directed against the C1 domain of FVlli. 

17. I note that these data support the fact that antibodies such as KRIX-1 and 
RHOS directed against the CI domain of factor VIII and capable of partially Inhibiting 
FVIII are indicative of results which can be obtained following the methods described in 
the application. 

18. I hereby declare that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false statements 
and the like so made are punishable by fine or imprisonment, or both, under Section 

1 001 of Title 18 of the United States Code and that such willful felse statements may 
jeopardize the validity of the application or any patents issue^^ereon. 
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Figure 1 A: Survival in a sepiic shock model of mice upon co-adniinistration of LPS with panial 
inhibitory antibodies against Factor Vm 
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Fiffure 3: Competition of RHD5 and Krix-1 for the binding tOsCl domain of FVIII. 
Different concentrations of RHD5 (closed symbols) or Krix-1: (open symbols) were 
mixed with rFVIII before addition to RHD5 coated plates. The plates were then 
incubated for 2 hours at 4^C and the binding of FVIII was detected by the addition of 
avidine peroxidase and OPD. 
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